Technical methods adherent to the plastic. The growth medium was discarded and the sheet was washed with 20 ml of sterile phosphate buffered saline (PBS), pH 7-2, after which a few glass beads were agitated gently to remove the mycoplasmas from the plastic surface. The resulting suspension was centrifuged at 4000 rpm for 30 min in a Super Minor bench centrifuge (MSE), and the supernatant fluid was removed. The deposit was washed in PBS, resuspended with the aid of a Rotamixer (Hook and Tucker Instruments), and centrifuged as before. This procedure was undertaken three times, and the final deposit was resuspended in 1 0 ml of PBS and stored in 0 1 ml aliquots at -20°C. The protein concentration of the antigen was determined5 and it was diluted in PBS to 0-75 mg protein/ml for use.
FLUORESCEIN LABELLED CONJUGATE
A freeze dried batch of fluorescein conjugated sheep antihuman globulin (Wellcome) was reconstituted in distilled water and stored in 0 1 ml amounts at -20°C. An aliquot was thawed at the time of the test and diluted to the manufacturer's recommended working dilution. The dilution to be used for any subsequent batch was determined by testing it in parallel with the previous batch using the same antigen and same "positive" control serum (see below) as used previously.
MICROIMMUNOFLUORESCENCE TEST
The antigen was thawed, mixed thoroughly, and then applied with a mapping pen to clear areas on Teflon coated 3" x 1" microscope slides, as described by Thomas et al.6 The antigen was allowed to dry on the slides at room temperature, after which they were transferred to acetone for 30 min to fix the antigen. Some of these slides were used immedi-1073 ately, while others were stored at -20°C. Sera (25 gl volumes) were diluted in twofold steps up to a 1/256 dilution in U-shaped, polystyrene, microtitre plates using PBS, pH 7-2, as the diluent. The serial dilutions were transferred to the slides using a fine Pasteur pipette or an Eppendorf pipette delivering 15 ,l, commencing at the highest dilution. Then the slides were placed in a moist chamber and incubated at 37°C for 30 min, after which they received three washes, each of 10 min, in PBS and were allowed to dry at room temperature. Fluorescein conjugated sheep antihuman globulin was applied to the slides, which were returned to the moist chamber for a further 30 min at 37°C before being washed as before and dried at room temperature. The slides were examined by epifluorescence microscopy (x 100 and x 400 magnification) and green/yellow fluorescence was graded on an arbitrary + to + + + scale. The antibody titre was recorded as the highest dilution of serum at which a grade of + fluorescence was seen. A serum containing antibody of known titre ("positive" control) and a serum without detectable antibody ("negative" control) were included in each test. For comparison, antibody was also measured by the metabolism inhibition technique.4
Results
The results of testing sera from two female grivet monkeys and two marmosets inoculated genitally with M genitalium and also from two men with non-gonococcal urethritis are shown in the Several aspects of the microimmunofluorescence test indicated that it was reproducible. Firstly, the antibody titre of a "positive" control serum did not vary in six consecutive tests with the same antigen and conjugate. Secondly, the antibody titres of eight human and marmoset sera when retested were no more than twofold different from the titres obtained originally. Thirdly, the results of tests undertaken on slides which had been stored at -20°C for up to three months were similar to those of tests carried out on freshly prepared slides.
Discussion
Other workers' have used mycoplasma colonies on agar as the source of antigen in immunofluorescence tests mainly to identify mycoplasmas. With that method colonies are produced freshly for each test whereas the antigen in the method we describe may be prepared in advance and stored frozen in small aliquots until required. This means also that the antigen is the same in each test and not subject to variation owing to changes in the components of the agar medium and age of the culture. In addition, slides spotted with antigen may be prepared in advance and stored until required.
The antigen for the microimmunofluorescence technique described here was prepared by allowing M genitalium organisms to attach to and grow as a sheet on the surface of a plastic tissue culture flask. This facilitated washing of the antigen. It was important to resuspend the organisms evenly after storage and before application to the slides as there was a tendency for them to clump. Acetone fixation of the antigen was used routinely for convenience, but heat fixation produced results which were comparable. Use of the microimmunofluorescence test overcomes the problems which may be encountered when using viable organisms, as in the metabolism inhibition test, where antibiotics in the serum may inhibit multiplication and thereby give rise to spurious results. We used the microimmunofluorescence test successfully to detect antibody to M genitalium in sera from men with non-gonococcal urethritis and in sera from grivet monkeys and marmosets inoculated with this mycoplasma. 
